Objective: The objective of this study was to investigate possible differences in treatment responses between two categories for the onset of lupus nephritis. Methods: We performed a multicentre, retrospective cohort study of class III-V lupus nephritis patients diagnosed between 1997 and 2014. The renal responses to initial induction therapy were compared between patients who developed lupus nephritis within one year from diagnosis of systemic lupus erythematosus (early (E-) LN) and the remainder (delayed (D-) LN) using the Kaplan-Meier method. We determined the predictors of renal response as well as renal flares and longterm renal outcomes using multivariate Cox regression analyses. Results: A total of 107 E-LN and 70 D-LN patients were followed up for a median of 10.2 years. Log-rank tests showed a lower cumulative incidence of complete response in D-LN compared with E-LN patients. Multivariate analysis identified D-LN (hazard ratio (HR) 0.48, 95% confidence interval (CI) 0.33-0.70), nephrotic syndrome at baseline, and a chronicity index greater than 2 as negative predictors of complete response. D-LN patients were more likely to experience renal flares. D-LN (HR 2.54, 95% CI 1.10-5.83) and decreased renal function were significant predictors of chronic kidney disease at baseline. Conclusion: D-LN was a predictor of poorer treatment outcomes, in addition to renal histology and severity of nephritis at lupus nephritis onset. Lupus (2019) 28, 1062-1073.
Introduction
Lupus nephritis (LN) is a common manifestation of systemic lupus erythematosus (SLE) and remains a major contributor to significant morbidity and mortality. [1] [2] [3] Despite recent advances, a significant number of LN patients still develop irreversible renal damage. [2] [3] [4] The initial renal response to induction therapy is considered important in the management of LN, because an insufficient response often leads to relapses and a poor renal prognosis, as well as systemic damage accrual. [5] [6] [7] [8] [9] [10] Detailed data analysis from the Euro-Lupus Nephritis Trial demonstrated that the renal response after 6 or 12 months of treatment predicted long-term renal outcomes. [11] [12] [13] Therefore, identification of the baseline features that predict early treatment responses would be significant in the clinical setting. Previous studies have described several prognostic factors in LN such as decreased renal function at baseline, nephrotic syndrome, class IV in the International Society of Nephrology/Renal Pathology Society (ISN/RPS) 2003 classification, and chronicity on histology. 2, [14] [15] [16] [17] [18] [19] [20] [21] Despite these findings, it remains challenging to predict accurately which LN patients will respond to initial treatment because of its heterogeneous nature.
Although a renal disorder may be the first manifestation of SLE and most commonly occurs within one year of SLE diagnosis, it can also develop later in the course of the disease. 22, 23 We previously reported a potentially poorer renal outcome in LN that developed later after SLE onset, termed delayed lupus nephritis (D-LN), compared with LN that was present at SLE onset. 24 However, our earlier single-centre study was limited by a small sample size and lack of detailed clinicopathological analyses, making it difficult to develop broader conclusions. The objective of the current multicentre study was to examine possible differences in treatment responses between these two categories for LN onset and to investigate whether D-LN was a predictor of poorer treatment outcomes in addition to currently reported prognostic factors.
Methods

Patients
This was a multicentre, retrospective cohort study of Japanese patients diagnosed with LN between 1997 and 2014 in the National Center for Global Health and Medicine, The University of Tokyo Hospital and Tohoku University Hospital. During that period, 257 patients newly fulfilled the American College of Rheumatology (ACR) criteria for a renal disorder, 25 with LN confirmed by a renal biopsy. All these patients also met the ACR classification criteria for SLE 25, 26 before or at diagnosis of LN. The inclusion criteria for the study were: (a) patients with class III, IIIþV, IV, IVþV, or V LN according to the ISN/RPS 2003 criteria; 17 (b) patients aged 18 years or more at LN diagnosis; (c) patients observed for at least 3 years from LN diagnosis; (d) patients without any other coexisting kidney disease at baseline; and (e) patients who underwent renal biopsy and received initial induction therapy within 6 months from their first symptom of renal involvement (proteinuria with a spot urine protein:creatinine ratio (UPCR) of greater than 0.5, glomerular haematuria and/or cellular casts). We excluded 19, 19, 12 , three and 27 patients who did not meet the above criteria, respectively, leaving 177 patients for inclusion in the study.
The study was conducted in accordance with the principles of the Declaration of Helsinki. The ethics committees of the National Center for Global Health and Medicine, The University of Tokyo Faculty of Medicine and Tohoku University Faculty of Medicine approved the study (approval numbers 002264-01, 11751-2 and 2017-1-966, respectively). Patient consent was obtained by opt-out procedures at each facility.
Data collection
Clinicopathological information and the therapeutic regimen at onset of LN and throughout the course of the disease were collected from hospital records. All renal biopsies at LN onset were classified histologically according to the ISN/RPS 2003 criteria. 17 The National Institute of Health activity indices (AIs) and chronicity indices (CIs) 15 were scored for all the histology samples. Sequential serological and urinary data at intervals of 1-3 months after initial induction therapy, until either December 2017 or their last visit were collected to evaluate the renal response to induction therapy, relapses and long-term renal outcomes.
Definition
The definitions of the response to treatment and renal flares were based on the Joint European League Against Rheumatism and European Renal Association-European Dialysis and Transplant Association (EULAR/ERA-EDTA) recommendations for LN. 9 With reference to recent studies, 12 we defined good long-term renal outcome as a serum creatinine level of 1.0 mg/dl or less and chronic kidney disease (CKD) as a serum creatinine greater than 1.0 mg/dl with an estimated glomerular filtration rate of less than 60 ml/min/1.73m 2 , confirmed by at least three determinations. In this study, we divided the LN patients into two groups according to the interval between their SLE and LN diagnosis. We defined patients who developed LN within one year from their SLE diagnosis as the early-LN (E-LN) group, while the delayed-LN (D-LN) group included patients who developed renal involvement more than one year after SLE diagnosis.
Statistical analysis
To examine differences in the categorical and continuous variables, the chi-square test, Student's t-test and the Mann-Whitney U test were performed as appropriate. The Kaplan-Meier D-LN in the course of SLE is associated with a poorer treatment response M Nakano et al.
method was used to compare the cumulative incidence in the E-LN and D-LN groups for complete response (CR) over 24 months from initial induction therapy, and also renal relapse-free and CKDfree survival over 20 years after initial treatment. The cumulative incidence curves and survival curves were tested using the log-rank test. Multivariate Cox and logistic regression analyses were used to determine whether D-LN was a predictor of CR, renal flares and long-term renal outcomes. In addition to the factors significant in the univariate analysis, factors such as treatment options for both induction and maintenance therapy, hospital facilities the patients attended and the period of LN diagnosis were included in the multivariate models. For the regression analyses to evaluate the predictors of long-term renal outcomes, the age at LN diagnosis, gender and body mass index were also used as covariates in the multivariate models. Mediation analysis with a generalized structural equation model was carried out to evaluate the association between baseline variables at LN onset, intermediate variables after treatment and eventual long-term renal outcomes. A P value less than 0.05 was considered statistically significant. Because this study was exploratory research, multiplicity was not taken into account. Imputation methods were not required because missing data for all variables were less than 10% of the total number. All data were analyzed using Stata 15.1. More detailed methods are described in the Supplementary material.
Results
Baseline clinical and pathological characteristics and treatment regimens
Of the 177 patients in the study, 107 and 70 were classified into the E-LN and D-LN groups, respectively. The median duration of follow-up from LN diagnosis was 11.0 years in the E-LN group and 9.1 years in the D-LN group. Table 1 shows the baseline clinicopathological features and treatment regimens for LN onset in the two groups. The D-LN patients were younger at SLE diagnosis (P < 0.001). The extent of urinary protein did not differ between the two groups, while higher serum creatinine (P ¼ 0.006), lower haemoglobin (P ¼ 0.010), lower serum C3 levels (P ¼ 0.018), and higher Systemic Lupus Erythematosus Disease Activity Index (SLEDAI) scores (P < 0.001) were observed in the E-LN patients. There were more patients with pure class IV nephritis in the E-LN group (P ¼ 0.002), whereas mixed classes IIIþV and IVþV LN were more prevalent in the D-LN group (P ¼ 0.026 and P ¼ 0.019, respectively). The total frequency of class IV and IVþV was comparable between the two groups (58.9% vs. 50.0%, P ¼ 0.245).
Although the total AI and CI scores did not differ significantly between the two groups, the extent of endocapillary hypercellularity and subendothelial hyaline deposits was greater in the E-LN group (P ¼ 0.019 and P ¼ 0.043, respectively). After LN diagnosis, all patients received glucocorticoid therapy at an initial dose of 0.5-1.0 mg equivalent prednisolone/kg/day, with or without intravenous methylprednisolone pulse therapy. The initial dose of prednisolone was higher in the E-LN group, although this difference was numerically small (51.5 AE 10.6 vs. 48.3 AE 11.1 mg/day, P ¼ 0.027).
There was no significant difference in the treatment options either in the induction or the maintenance phases. The clinical course in the D-LN patients prior to manifestation of LN is summarized in Supplementary 
Renal response to initial induction therapy in E-LN and D-LN patients and predictors of treatment response
We next focused on differences in the renal response in E-LN and D-LN patients. Figure 1 (a) shows the cumulative incidence of CR in the two groups over the 24-month period after initial induction therapy. Log-rank test analysis showed a significantly lower cumulative incidence of CR after induction in the D-LN group (P ¼ 0.001). The cumulative incidence rates of CR at 6 and 12 months in the E-LN and D-LN groups were 74.8% (95% confidence interval (CI) 66.3-82.5%) versus 48.6% (95% CI 37.6-60.8%) and 84.1% (95% CI 76.6-90.3%) versus 62.9% (95% CI 51.7-74.0%), respectively. Table 2 shows a comparison of the baseline clinicopathological features for both the E-LN and D-LN patients who achieved CR at 6 months (responders) and those who did not (non-responders). In the E-LN group, the non-responders were more likely to present with hypertension (P ¼ 0.045), haematuria (P ¼ 0.002), nephrotic syndrome (P < 0.001), decreased baseline renal function (P ¼ 0.002), a lower prevalence of pure class III (P ¼ 0.009), a higher prevalence of class IVþV (P ¼ 0.022) and greater total AI and CI scores (P ¼ 0.011 and P ¼ 0.003, respectively). In the D-LN group, the non-responders were characterized by severe proteinuria (P ¼ 0.001), higher SLEDAI scores at LN onset (P ¼ 0.014), a lower prevalence of pure class III (P ¼ 0.019) and a higher prevalence of class IVþV (P ¼ 0.023). Baseline renal function did not differ significantly between the responders and nonresponders in the D-LN group. There was no significant difference in the induction treatment regimens between the responders and non-responders, with the exception of a higher frequency of pulse steroid therapy in E-LN non-responders (P ¼ 0.012). When the comparison was performed dependent on the response at 12 months, similar results were obtained (Supplementary Table 2 ). We next evaluated the predictors of CR using Cox regression models (Table  3 and Supplementary Table 3 ). In the univariate analysis, D-LN (hazard ratio (HR) 0.60, 95% CI 0.43-0.84, P ¼ 0.003), nephrotic syndrome (HR 0.57, 95% CI 0.41-0.80, P ¼ 0.001), serum creatinine greater than 1.0 mg/dl (HR 0.61, 95% CI 0.41-0.90, P ¼ 0.014), class IVþV (HR 0.49, 95% CI 0.31-0.78, P ¼ 0.003), an AI greater than 7 (HR 0.57, 95% CI 0.39-0.85, P ¼ 0.005) and a CI greater than 2 (HR 0.44, 95% CI 0.26-0.73, P ¼ 0.001) at baseline were associated significantly with a poorer renal Table 4 ). Considering the potential influence on the treatment responses of the relatively heterogenous induction regimens used in this cohort, we performed an additional analysis only in patients who received cyclophosphamide or mycophenolate mofetil as induction therapy (Figure 1(b) ). A significantly poorer treatment response was also observed in the D-LN patients who received standard induction therapy compared with E-LN (P ¼ 0.037) even after multivariate adjustment (HR 0.54, 95% CI 0.30-0.99, P ¼ 0.047). Because a higher prevalence of LN with class IIIþV/IVþV was observed in the D-LN group (19.6% vs. 44.3%, P < 0.001), we also investigated the treatment response in E-LN and D-LN patients grouped according to class III/IV (pure proliferative) LN and class IIIþV/ IVþV (mixed proliferative and membranous) LN (Figure 1(c) ). In both subgroups, D-LN patients showed poorer treatment responses compared with E-LN patients, although the differences were not statistically significant (log rank P ¼ 0.195 in class III/IV and P ¼ 0.389 in class IIIþV/IVþV; multivariate adjusted HR 0.68, 95% CI 0.39-1.18, On the basis that a poorer treatment response in D-LN patients could result in more frequent flares, we next evaluated renal relapse-free survival only in those who achieved CR within 6 months (Figure 2(b) ). Although the difference did not reach statistical significance, LN relapses were relatively more frequent in D-LN compared with E-LN patients (log rank P ¼ 0.171; HR 1.73, 95% CI 0.78-3.81, P ¼ 0.176). In the multivariate analysis, failure to achieve CR at 6 months (HR 2.15, 95% CI 1.18-3.90, P ¼ 0.012) predicted subsequent renal flares (Table 3 and Supplementary Table 5 ). D-LN narrowly failed to retain its statistical significance after multivariate adjustment (HR 1.71, 95% CI 0.95-3.08, P ¼ 0.072). When we substituted the renal response status at 12 months for that at 6 months, D-LN (HR 1.86, 95% CI 1.01-3.45, P ¼ 0.047) was identified as a significant predictor of renal flares (Supplementary Table 6 ).
Renal outcomes in E-LN and D-LN patients and predictors of long-term renal damage
We next investigated the long-term renal outcomes between the two groups. Whereas 93 E-LN (86.9%) and 56 D-LN (80.0%) patients had preserved renal function, 14 E-LN (13.1%) and 14 D-LN (20.0%) Supplementary Table 3 for more details. b One patient who experienced a renal flare until 6 months from initial induction therapy was excluded from the analysis. See Supplementary Table 5 for more details.
patients developed CKD. Figure 2(c) shows CKDfree survival between the two groups. CKD was relatively common in D-LN compared with E-LN patients over the 20-year period following initial treatment, although this difference was not statistically significant (log rank P ¼ 0.154; HR 1.70, 95% CI 0.81-3.57, P ¼ 0.160). To determine the predictors of CKD, we first conducted Cox regression analysis limited to baseline variables at LN onset (Table 3 and Supplementary Table 7 ). After multivariate adjustment, D-LN (HR 2.54, 95% CI 1.10-5.83, P ¼ 0.028) and baseline serum creatinine greater than 1.0 mg/dl (HR 5.51, 95% CI 1.86-16.34, P ¼ 0.002) were identified as predictors of CKD. Logistic regression analysis was then performed to evaluate the influence on eventual longterm renal outcomes of the intermediate outcome measures including renal response status at 6 months and renal flares (Table 3 and Supplementary Table 8 ). Multivariate analysis identified baseline serum creatinine greater than 1.0 mg/dl (odds ratio (OR) 6.19, 95% CI 1.40-27.42, P ¼ 0.016), failure to achieve CR at 6 months (OR 5.83, 95% CI 1.68-20.30, P ¼ 0.006) and renal flares (OR 6.09, 95% CI 1.83-20.23, P ¼ 0.003) as independent predictors of CKD. When we substituted the renal response status at 12 months for that at 6 months, the results were almost similar ( Supplementary Table 9 ). Because these intermediate outcome measures were statistically intermediate variables in the regression model, we next performed mediation analysis with a generalized structural equation model (Figure 2(d) , Supplementary Table 10 and Supplementary  Figure 1 ). The coefficient values for the direct and indirect associations between D-LN and CKD were Supplementary Table 10 and Supplementary Figure 1 1.06 (13.6%) and 6.75 (86.4%), respectively. These results suggested that the development of CKD in D-LN patients was attributable mainly to the failure to achieve CR at 6 months and renal flares.
Clinical and serological features throughout the course in E-LN and D-LN patients
Finally, we examined the clinical features such as organ involvement due to SLE throughout the course and compared serum autoantibody profiles between E-LN and D-LN patients ( Table 4 ). While the duration of follow-up of SLE was longer in D-LN patients (P < 0.001), serositis was more frequent in E-LN patients (P ¼ 0.006). There were no significant differences in the other clinical manifestations between the two groups. Of note, regarding serology, anti-Sm and anti-RNP antibodies were significantly more prevalent in D-LN than in E-LN patients (P ¼ 0.009 and P < 0.001, respectively), whereas the frequencies of the other autoantibodies examined were similar between the two groups.
Discussion
In this study, poorer treatment responses were observed in the D-LN group compared with the E-LN group. Our analyses demonstrated that a poor renal response to initial treatment and renal flares were associated strongly with future renal damage, consistent with the previous literature, 6-8, 11, 12, 27, 28 and that the relatively worse long-term renal outcome in D-LN was due mainly to failure to achieve a sustained remission in these patients.
We also found that previously reported prognostic factors, such as decreased baseline renal function, nephrotic syndrome, class IV/IVþV and higher AI and CI scores 2, 14-21 were associated with a poor renal response. However, some of these parameters did not retain statistical significance in our multivariate analysis. Apart from our previous report, 24 only a few studies have examined the association between the time of LN development in the course of SLE and renal prognosis, with the results obtained remaining controversial. 8, 29 However, all of these previous studies lacked detailed clinicopathological comparisons between E-LN and D-LN. In the present study, detailed clinicopathological investigation showed that, in addition to currently reported prognostic factors, D-LN may be a potential predictor of poorer treatment outcomes.
As shown in Table 1 , the severity of nephritis at LN onset was almost comparable between the two groups, with the exception that higher serum creatinine levels were observed in E-LN patients.
In Table 2 and Supplementary Table 2 , the extent of proteinuria and renal function at baseline were both associated with the renal response to initial therapy in the E-LN group. On the other hand, in the D-LN group, the non-responders were characterized only with severe proteinuria, and the differences in baseline renal function were not remarkable between the responders and nonresponders at 6 and 12 months after treatment. These results suggest that baseline renal function may be less informative for predicting renal response particularly in D-LN patients. This study also investigated the histological characteristics of the E-LN and D-LN patients. Although previous studies have described that features such as crescent formation and chronic tubulointerstitial changes could have prognostic value in LN, 8, 16, 30 the extent of these parameters at baseline did not differ between the two groups. With regard to the ISN/RPS classification, we observed a higher prevalence of mixed proliferative and membranous LN (class IIIþV/IVþV) in the D-LN group than in the E-LN group. Based on this finding, we next examined the renal response to initial induction therapy in E-LN and D-LN patients with class III/IV or class IIIþV/IVþV (Figure 1(c) ). In these analyses, both histological subgroups showed a similar tendency towards poorer treatment responses in D-LN patients compared with E-LN patients, although these differences were not statistically significant probably because of the small sample size in each subgroup. Although it is known that some LN patients with membranous lesions may exhibit persistent proteinuria and treatment resistance, 31, 32 the results of our study suggested that the poorer treatment response observed in D-LN patients could not simply be explained by only a higher prevalence of class IIIþV/IVþV LN in these patients.
In our study, multivariate analyses identified D-LN as a predictor of a poorer treatment response independent of renal histology and the severity of nephritis at baseline. This suggested it is necessary to carry out further investigations other than clinicopathological analyses at LN onset. In this cohort, the D-LN group had an earlier onset of SLE compared with the E-LN group (Table 1) . Some genetic studies in SLE have demonstrated that an earlier onset of SLE may be associated with a higher genetic risk and more severe disease phenotype. 33, 34 Because genetic data were not available in this retrospective cohort study, we instead sought to analyze possible differences in clinical and serological features between the two groups ( Table 4 ). With the exception that serositis was more frequent in E-LN patients, we failed to detect any significant differences in the frequencies of other organ involvement between the two groups. On the other hand, we found a higher prevalence of anti-Sm and anti-RNP antibodies in D-LN patients (48.5% and 70.6%, respectively). Anti-Sm and anti-RNP antibodies are generally detectable in 5-30% and 25-47% of SLE patients, 35 with some studies reporting a higher prevalence of these antibodies in LN patients. 36, 37 Although the association of these autoantibodies with delayed renal involvement appears to be conflicting, [38] [39] [40] our findings suggested that D-LN may be characterized by these specific autoantibody profiles. Despite recent advances in the understanding of the pathogenesis of SLE, it remains challenging to predict accurately which LN patients will develop treatment resistance due to its heterogenous nature. Although we found some possible heterogeneity in the E-LN and D-LN groups in terms of epidemiology and serology, further research is needed to reveal the potential mechanism behind different treatment responses between these two onset categories of LN.
There were some limitations in this study. First of all, it was a retrospective study. Therapeutic regimens were not standardized in the study cohort and we could not obtain clinical information such as extra-renal damage accrual in some patients. Second, the study population was limited to Japanese patients. It is known that the prevalence and the clinical courses of LN may vary considerably between different ethnicities. 23, 37, 41 Although there has been one study from Asia to support our findings, 8 another retrospective study from Brazil and Italy reported comparable long-term renal outcomes between early-onset and late-onset LN. 29 However, the latter study only included a small number of patients. The results of the present study need to be validated in a prospective study on a larger multi-ethnic population receiving standardized treatment protocols. Finally, it should be noted that it may be difficult to confirm whether all of the D-LN patients had first developed LN later after SLE onset, because the onset of nephritis can sometimes be subtle or even silent. 42, 43 However, the present study at least indicated that clinically delayed-onset LN may have poorer treatment outcomes than early-onset LN, and that this finding could be helpful for the management of LN in the clinical setting. D-LN in the course of SLE is associated with a poorer treatment response M Nakano et al.
In conclusion, this study observed poorer treatment responses in D-LN patients than in E-LN patients. D-LN was a predictor of poorer treatment outcomes, in addition to currently reported clinicopathological prognostic factors. Failure to achieve a sustained remission was shown to be the leading cause of long-term renal damage in D-LN patients. We also found that an earlier SLE onset, and anti-Sm and anti-RNP antibodies were characteristic of the D-LN group. Our findings suggested that the time of LN development in the course of SLE may be useful to predict a renal response to induction therapy and that D-LN patients should be carefully followed up to improve their clinical course and outcomes.
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